At commencement of an experiment the gas reservoir of 2.5litres capacity is filled with 02 +C02 (95:5). This provides adequate 02 for liver tissue for several hours, since 02 consumption is reported to be 2.2,umol/min per g (Schimassek, 1963). On this assumption 25ml of CO2 will be produced in 1 h in an 8g liver. Therefore in a closed-circuit system at the end of 4h the gas composition will be 02+CO2 (91:9). This increase in CO2 will affect the bicarbonate-buffered medium, but the minor change in pH is still within the physiological range.
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A haemoprotein isolated and purified from Crithidia oncopelti was found to have a pyridine haemochrome peak at 553nm (2.1m-pyridine-0.08M-sodium hydroxide). This lies between those of protohaem-containing proteins and cytochromes c.
The haem could not be removed by acid-acetone treatment, but was readily removed by mercuric chloride in acid (Sletten, Dus, Klerk & Kamen, 1968) . The pyridine haemochrome from the isolated haemin had its maximum at 552nm, between that of protohaemin IX and haematohaemin. The test of Fischer & Gibian (1941) for free vinyl functions gave a positive result for both the Crithidia haemin and the haemoprotein.
The RF values in the chromatography system 1 of Chu & Chu (1955) of haemin from Grithidia cytochrome, haematohaemin and protohaemin IX were 0.70, 0.-87 and 0.40 respectively.
The amino acid composition of the protein per iron atom was: Asplo, Thr4, Ser4, Glug, Pro9, Gly14, Ala13, Val7, Met2, Ie4, Leu7, Tyr3, Phes, His2, Lys10, Arg4, Me3Lys1_2.
Three separate determinations of cysteic acid after oxidation of the haem-free protein gave consistent values of 1.0-1.lmol/mol. After carboxymethylation 0.85mol of carboxymethylcysteine/mol was found.
In the initial stages of sequence work a tryptic peptide has been isolated whose partially determined amino acid sequence is:
Ala-Ala-Gln-Cys-His(Thr,Gly,Ala)Lys The sequence of the haem-binding region of eukaryotic cytochromes c follows the pattern:
have commented on the anomalous pyridine haemochromes of Euglen-a cytochrome 558 and 0. fa8ciculata cytochrome 555 (Hill & White, 1968; Kusel, Suriano & Weber, 1969) , which both have the 553nm peak. They suggest the possibility of a 2(4)-vinyl-4(2)-ethyl-substituted haem and the substitutioni of a non-binding amino acid for one of the two haem-binding cysteine residues.
The results presented here suggest that the C. oncopelti cytochrome is ofthe same type and call into question the invariance of the covalent haembinding in c-type cytochromes and parts of the definition of a cytochrome c. The colorimetric methods commonly used to follow the rates of metabolism in vitro of various drugs are subject to error from high blanks, which arise from the presence in tissue fractions of interfering natural substances. For example, the assay of formaldehyde (commonly used to follow rates of metabolism ofN-ethylmorphine, codeine, morphine, aminopyrine and many other drugs) is affected in this way. The use of radioactive drugs eliminates this problem, and also the problem of the lack of sensitivity associated with the measurement of substrate disappearance. Kuntzman, Ikeda, Jacobson & Conney (1967) and Daly (1970) for the metabolism of tolbutamide by microsomal preparations from rat and human liver. Pentobarbitone and N-ethylmorphine have been found to inhibit [ureyl-14C]tolbutamide metabolism in vitro.
With microsomal preparations prepared as described by Darby, Newnes & Evans (1970) and Darby (1971) , Km values for the hydroxylation of tolbutamide by male human liver microsomal preparations have been found to range from 0.06 to 0.20mM, compared with Km values for male rat liver microsomal preparations of 0.50±0.06mm (mean ± S.E.M.; n= 8). Values of Vmax. (nmol of tolbutamide hydroxylated/min per mg of microsomal protein) ranged from 0.15 to 0.29, those for male rats being 1.15h0.16 (mean±s.E.M.; n=8) . Microsomal preparations from human liver frozen after being obtained po8t mortem, from human liver operation biopsy samples and from human liver microsomal pellets frozen for 1 week at -20°C gave results very similar to those from human liver processed immediately post mortem.
Pentobarbitone (1 OmM) inhibits the metabolism in vitro of [ureyl-14C] tolbutamide by human liver microsomal preparations in a 'mixed' manner, i.e. neither fully competitive nor fully non-competitive. Ackermann (1970) reported a similar kind of inhibition with compound SKF-525A as the inhibitor of aminophenazon metabolism. Both7pentobarbitone and N-ethylmorphine inhibit the metabolism of [ureyl-14C]tolbutamide by rat liver microsomal preparations in a manner consistent with the 'mixed' type ofinhibition, although results indicating a fully competitive inhibition were occasionally found. The Wellcome Foundation generously provided a grant for this work.
